We compared seven techniques, commonly used for detection of amniotic fluid phospholipids in thin-layer chromatography, with respect to their sensitivity to saturation of the fatty acid carbon-chain of lecithin. The techniques fell into two classes: sensitive and insensitive; those classed as saturation sensitive were 1O% as sensitive to fully saturated lecithin as to lecithin with singly unsaturated acid moieties. Color development increased with the number of carboncarbon double bonds per molecule but required only a single unsaturated acid ester in either the alpha or the beta position. Mixtures of lecithins with defined saturation, when detected by saturation-sensitive methods, mimicked the uneven coloration of amniotic fluid lecithin bands, supporting the hypothesis that this uneven coloration results from natural saturation heterogeneity. Detection techniques representative of these classes are shown to give widely differing values for the Iecithin/sphingomyelin ratio for actual specimens of amniotic fluid.
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Additional Keyphrases: fetal status variation, source of lecithins in amniotic fluid
The first lecithinlsphingomyelin (US) ratio data to be 
Materials and Methods

Materials
Apparatus: 
Extraction
Amniotic fluids were promptly centrifuged upon receipt, at 1000 x g for 10 mm, and decanted from the pellets. The supernatant fluid was stored frozen at -20 #{176}C until assayed.
Then it was mixed with an equal volume of methanGl before 
Detection Procedures
Molybd.ste:
Plates were sprayed to wetness with a 200 g/L solution of phosphomolybdic acid in 95% ethanol Plates were sprayed to saturation with an aqueous solution containing 30 g of cupric acetate and 80 mL of commercial 85% phosphoric acid per liter (11) , then heated at 180 #{176}C for about 10 mm until the bands appeared dark gray and the background had darkened slightly to gray. Ammonium sulfate: Plates were sprayed to wetness with a 50 g/L solution of ammonium sulfate in water (12) . After air drying, plates were transferred to a 160 #{176}C oven for 10 mm to avoid their shattering upon subsequent transfer to a 350 #{176}C hot plate, where the bands developed in 20-30 s.
Sulfuric acid: Plates were misted lightly with a 500 mUL solution of concentrated sulfuric acid in water (2). Band color was developed at 160 #{176}C and required 15-20 mm.
Sulfuric acid-dichrorn.ate:
Plates were misted lightly with a 4.7 g/L solution of potassium dichromate in 700 mL/L sulfuric acid (13, 14) and heated as for the treatment with sulfuric acid alone.
Documentation and Quantification
Plates were photographed within a few hours of development in all cases. Fluorescent bands were photographed under illumination by a long-wavelength ultraviolet lamp,
with the use of a yellow filter. Phospholipids were quantified by scanning densitometry of the chromatographic plate after bands were made visible by the indicated treatment. Densitometer-chart peak ratios were determined by triangulation, where peak areas were represented by the product of the peak height and the peak width at half height.
Chromatography of a serially diluted lecithin-sphingomyelin mixture gave a constant value for the US ratio over a range of 10 to 150 ug of lecithin by this method when either cupric acetate or molybdate was used for detection. Figure   1 shows the sensitivity of the seven detection techniques surveyed to lecithins of various known fatty acid compositions.
Results
Stock solutions of the standard phospholipids were prepared and chromatographed simultaneously on seven different plates as described in Materials and Methods. A constant amount of sphingomyelin was included in each standard solution to serve as an impartial density reference.Lanes a through g in Figure 1 show a series of lecithins of precisely defined degrees of increasing saturation. Lanes h and i compare a natural lecithin preparation from egg yolk with egg-yolk lecithin that had been converted to a totally saturated form by catalytic hydrogenation. Plate A (Figure 1) was treated with phosphomolybdate and shows the uniform presence of all lecithin and sphingomyelin bands. Plates B and C were sprayed with bromthymol blue and ANS, respectively, and appear to demonstrate lecithin sensitivity similar to the molybdate-treated plate. in the lanes numbered 7 in Figure 3 are compared in Figure  5 . The tracings are similar in most respects except for the shape and area of the lecithin peak. 
Discussion
Previous studies of fetal pulmonary maturation have shown that amniotic fluid lecithin becomes increasingly saturated as gestation progresses (1, (17) (18) (19) . Historically, emphasis has been placed on the importance of saturation in determining lecithin surfactant capacity (20, 21) . Therefore, Our data substantiate reports that mention the inability of cupric acetate to stain dipalmitic lecithin (26, 27) . In addition, these data bring into question the recently advocated practice of terminating the plate heating before the color is fully developed, in order to bring the US ratio value of a standard mixture containing egg lecithin to its actual weight ratio (28) 
